interacts with ParB bound to parS sequences (Bouet The chromosomally encoded homologs of these plasand Funnell, 1999). Therefore, we wanted to investigate whether C. crescentus ParB could regulate ParA by influencing its nucleotide-bound state. We first tested
As an additional test for the ability of ParA to dissociate the cells were lysed, ParA-nucleotide complexes were immunoprecipitated, and the bound radioactive nucleoParB-DNA complexes in vivo, we assayed for the presence of polar ParB foci using immunofluorescence mitides were quantitated using thin-layer chromatography (TLC). As a control, preimmune sera was used in concroscopy in the strain containing the xylose-inducible parA. Induction of parA expression by the addition of junction with labeled extracts from wild-type cultures.
No radioactive nucleotides were recovered in this conxylose to the growth medium resulted in the gradual appearance of filamentous cells that had lost ParB foci trol experiment ( Figure 4C ). When anti-ParA antibody was employed, in mid-log-phase wild-type cultures, ( Figure 4B ). This result is consistent with the idea that high intracellular concentrations of ParA abolish ParB most of the ParA (85%) was bound to ATP ( Figures 4C  and 4D ). In contrast, when ParA was overexpressed, DNA binding activity.
Overexpression of parA resulted in a cell division only 31% was in the ATP-bound form after 6 hr of induction ( Figures 4C and 4D ). There was no significant deblock with the accumulation of filamentous cells ( Figure  4B) . We have previously shown that this block in division crease in the levels of cellular ATP in these cells (Figure as mutants of Soj (ParA) defective in ATP binding or hydrolysis were unable to inhibit sporulation in the ab-
